DNA amplification fingerprinting (DAF) (1) gives about 40-60 bands per polyacrylamide gel lane, which makes the polymerase chain reaction (PCR) pattern rather complex for band isolation from a gel. The presence of minor amplified bands having only a few base pairs difference from major bands interferes with the product cloning because of co-isolation (3). This fact becomes obvious if a multiply re-amplified band is to be cloned. For cloning of a soybean polymorphic DAF marker ( Figure 1A) , we used the standard cloning procedure, in which the candidate DAF band is re-amplified 3-5 times to enrich the amount of PCR product (6) . Instead of the expected unique 450-bp marker, we repeatedly obtained a set of cloned inserts with sizes varying from 423 to 456 bp (Figure 1B) . DNA sequencing of six candidate clones showed that only two had the same sequence. These two clones were chosen for Southern hybridization but did not reveal the initial polymorphism (data not shown). Use of a whole DAF PCR mixture as a probe for hybridization with immobilized candidate clones (3) (lanes 2-11) . Lanes 1 and 12: 1-kb DNA ladder. amplified (which is usual for arbitrary PCR methods). Therefore, we optimized the existing cloning protocol (6) as follows.
Once the polymorphism between DAF patterns was confirmed ( Figure  1A) , the band of interest was excised from the polyacrylamide gel, and the slice was incubated in 20 µ L TE buffer (10 mM Tris-HCl, 1 mM EDTA, pH 8.0) at 95°C for 20 min. Two microliters of the TE eluate [rather than the recommended polyacrylamide gel slice (6)] were used for only one re-amplification with the original DAF primer. The existing protocol required 3-5 rounds of re-amplification (6), which may result in the complex cocktail of re-amplified minor products. Three microliters from the 10-µ L DAF reamplification mixture were used directly for the cloning in the pCR ® 2.1 vector (Invitrogen, Carlsbad, CA, USA).
We cloned the polymorphic band ( Figure 1A ) using the improved protocol. Three clones randomly chosen for sequencing ( Figure 1C, lanes 2, 3, 6 ) were identical and confirmed to be the correct ones by differential hybridization with the original polymorphic DAF gel (data not shown). The improved procedure might also be useful for the cloning of polymorphic bands from amplification fragment-length polymorphism (AFLP) (5) and differential display (2) profiles separated by polyacrylamide gels.
